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Background: Rh50 proteins belong to the family of ammonia permeases together with their Amt/MEP homologs.
Ammonia permeases increase the permeability of NH3/NH4
+ across cell membranes and are believed to be involved
in excretion of toxic ammonia and in the maintenance of pH homeostasis. RH50 genes are widespread in eukaryotes
but absent in land plants and fungi, and remarkably rare in prokaryotes. The evolutionary history of RH50 genes in
prokaryotes is just beginning to be unveiled.
Results: Here, a molecular phylogenetic approach suggests horizontal gene transfer (HGT) as a primary force driving
the evolution and spread of RH50 among prokaryotes. In addition, the taxonomic distribution of the RH50
gene among prokaryotes turned out to be very narrow; a single-copy RH50 is present in the genome of only
a small proportion of Bacteria, and, first evidence to date, in only three methanogens among Euryarchaea.
The coexistence of RH50 and AMT in prokaryotes seems also a rare event. Finally, phylogenetic analyses were
used to reconstruct the HGT network along which prokaryotic RH50 evolution has taken place.
Conclusions: The eukaryotic or bacterial “origin” of the RH50 gene remains unsolved. The RH50 prokaryotic
HGT network suggests a preferential directionality of transfer from aerobic to anaerobic organisms. The observed HGT
events between archaeal methanogens, anaerobic and aerobic ammonia-oxidizing bacteria suggest that syntrophic
relationships play a major role in the structuring of the network, and point to oxygen minimum zones as an ecological
niche that might be of crucial importance for HGT-driven evolution.
Keywords: HGT, RH50 ammonia permeases, Methanogens, Anammox, Ammonia-oxidizing bacteria, Oxygen
minimum zones OMZ
Background
Horizontal gene transfer (HGT), the process whereby
genetic material is exchanged between unrelated species,
has challenged our perception of evolution and the met-
aphors used to describe it; indeed the interplay between
tree-shaped and reticulate-shaped processes provides a
more realistic account of evolution, especially in
prokaryotes [1, 2].
HGT is acting pervasively at the molecular level to
shape the evolution in prokaryotes ([3, 4], for reviews).
To date, the vast majority of the reported cases of trans-
fer of genetic material concern exchanges within the
three domains of life, inter-domain phenomena mainly
involving transfers from bacteria to archaea and from
prokaryotes to eukaryotes [5–7]. In contrast, DNA trans-
fer from eukaryotes to prokaryotes is a rare event and is
mainly restricted to symbiotic or parasitic relationships
[5, 7–9]. Moreover, once the foreign genetic material has
entered the new host via different mechanisms (conjuga-
tion, transformation, phage transduction, nanotubes),
intra-genomic elements come into play, notably inte-
grons and transposases ([10, 11] for reviews). The first
three are the main mechanisms of HGT in prokaryotes
([3, 5] for reviews).
The protein family denoted Amt/MEP/Rh comprises
ammonium transporters, methylamine permeases, and
Rh permeases. The biochemical function of Amt pro-
teins as NH3/NH4
+ permeases is fairly well established in
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bacteria, fungi and plants [12], yet the substrate specifi-
city of Rh50 permeases, be it NH3/NH4
+, CO2 or both, is
still debated [13, 14]. An appealing proposal suggested
that Rh proteins might act as non-specific gas channels
for neutral small molecules, NH3, CO2, and O2 [15].
Along the same reasoning, depending on the cellular
and/or external environmental pressures, or on the tis-
sue/organ/species involved, the Rh50 permease would be
recruited to facilitate the transport of different gaseous
substrates.
Rh50 and Amt proteins are distant homologs and are
also functionally related - the latter being far from a triv-
ial statement. Indeed, the experimental evidence was ob-
tained by demonstrating that human Rh50 proteins
could act as an ammonia channel when expressed in
yeast [16]. The Rh50 protein was thus identified as the
long-sought ammonia channel in humans, thereby re-
vealing that ammonia gas not only diffuses across bio-
logical membranes, as previously thought, but also needs
a channel to facilitate its movement. Rh50 was also func-
tionally characterized as an ammonia/um permease in
the ammonia-oxidizing bacterium Nitrosomonas euro-
paea [17], Anopheles gambiae [18], mice [19] and fish
([20] for a review).
The biological role of Rh50 and Amt channels (also
misleadingly called “transporters”) is starting to
emerge. Most of the experimental evidence indicates
that they increase the permeability of NH3/NH4
+
across cell membranes. This is crucial in organismal
physiology, as it allows the maintenance of both pH
and ammonium homeostasis, in the latter case avoid-
ing the toxic effect of high ammonium concentra-
tions. Moreover, their role in organismal development
has also been reported, and knock-out/knock-down
mutants were shown to affect embryonic development
in the amoeba Dictyostelium discoideum [21] and the
nematode Caenorhabditis elegans [22], and to be es-
sential for larval brain development and function in
the tunicate Ciona intestinalis [23].
Amt proteins are classified in two main families, Amt1
and Amt2 [24, 25]. Amt1-type proteins are specific to
eukaryotes, whereas Amt2 are mainly found in prokary-
otes. Yet the Amt2 family comprises also MEP proteins
from fungi (absent from the Amt1 type), as well as from
other eukaryotes, namely choanoflagellida, amoebozoa,
euglenozoa, stramenopiles, land plants and green algae.
While AMT1 genes likely arose from an AMT2-like
ancestor followed by vertical descent, phylogenetic ana-
lyses suggest that all the eukaryotic lineages in the
AMT2 family originated from HGTs events [25–27].
The presence of AMT genes in prokaryotes is ubiqui-
tous, yet most interestingly they are missing in verte-
brates in which RH50 is present instead. RH50 genes
(vertebrate paralogs being also named RHAG, RHBG,
RHCG) code for 50 kDa proteins, hence their name;
they are found, in single or multiple copies, in all
eukaryotic genomes searched so far, with the notable ex-
ceptions of land plants and fungi. In the vertebrate
lineage, a duplication event from an RH50-like ancestor
gave origin to the fast-evolving RH30 genes (coding for
30 kDa proteins), whose human homologs carry the Rh
blood-group antigens at the surface of red-cells [28].
The evolution of RH30 genes will not be dealt with here.
Most interestingly, AMT and RH50 genes coexist
(single or multicopy) in a range of eukaryotes, namely
green-algae, dictyostelids, choanoflagellates as well as in
metazoans such as cnidarians, nematodes, insects,
cephalochordates and tunicates. Yet, RH50 genes are ex-
tremely rare in prokaryotes; and in the only case of bac-
terial gene studied so far, it has been shown that the
ammonia-oxidizing bacterium N. europaea acquired the
RH50 gene via HGT [17].
While the impact of HGT on the evolution of the
AMT families has been described in previous studies
[25–27], the role of HGT in the evolution of RH50 in
prokaryotes has not been investigated. Therefore, in the
present work, I have reconstructed the potential trajec-
tories along which RH50 has been evolving in prokary-
otes, and correlated them with ecological and metabolic
niches of the organisms coding for the permease. The
whole of those trajectories are defined as the RH50
HGT network.
Here I present the analysis of four datasets supporting
the role of HGT as the major driver in the evolution of
RH50 genes in prokaryotes: (i) the analysis of phyletic
patterns (i.e., taxonomic distribution), (ii) the molecular
phylogeny of Rh50 proteins, (iii) the analysis of 121
chromosomal neighbouring genes of RH50 in 31 ge-
nomes, and the molecular phylogenies of 91 of them,
(iv) the molecular phylogeny of the Amt homologs.
Results
The phyletic pattern of the RH50 genes in prokaryotes
provides evidence of HGT
Out of 3,853 prokaryote genomes only 34 were found to
code for a single copy of the RH50 gene, among which
those of 3 euryarchaeal methanogens (Additional file 1:
Table S1). In addition, three paralogs are present in the
parabasalian eukaryote Trichomonas vaginalis (Table 1;
30 prokaryotes are shown; refer to Methods). The num-
ber of AMT genes coded in each genome ranged from
none to seven (Table 1).
Next, the proportion of genomes coding for RH50
with respect to the number of currently sequenced ge-
nomes in the corresponding Phylum was assessed. The
disproportion of RH50-coding genomes is flagrant. This
was found among Bacteria (Additional file 1: Table S1)
and among Archaea (Additional file 1: Table S2).
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Moreover, out of 28 Planctomycetes genomes, RH50
genes were present only in five anaerobic-ammonia oxi-
dizing bacteria (anammox) and out of 820 Actinobacter-
ial genomes, only in Citricoccus sp. CH26A (Additional
file 1: Tables S1 and S3).
The Rh50 phylogeny discloses several HGT trajectories in
prokaryotes
Provided enough taxon-sampling is available, phylogen-
etic analysis remains the most powerful method to
detect the likely occurrence of a HGT event [5, 29].
The number of sequenced RH50 genes in eukaryotes is
currently of several hundred (see Background). The Rh50
dataset analysed here consisted of 90 taxa. Because of the
unexpected position of T. vaginalis (see below), the taxon
sampling of early diverging microbial eukaryotes was ex-
panded by blast-searching the NCGR’s Marine Microbial
Eukaryote Transcriptome Sequencing Project dataset
(http://marinemicroeukaryotes.org).
ProtTest identified LG+ Γ4 + F as the best evolutionary
model fitting the data, according to all the statistics imple-
mented. However, a cross-validation procedure favoured
CATGTR over LG (likelihood mean score difference =
Table 1 Phyletic patterns of RH50 and AMT genes
Taxonomya Species Statusb RH50 AMT
Euryarchaeota/Methanomicrobia/Methanomassiliicoccales Methanomassiliicoccus luminyensis B10 S/C 1 1
Ca. Methanomassiliicoccus intestinalis Issoire-Mx1 Chr 1 0
Euryarchaeota/Methanomicrobia/Methanosarcinales Methanosalsum zhilinae WeN5 DSM 4017 Chr 1 1
Bacteria/Planctomycetes Ca. Kuenenia stuttgartiensis C 1 4
Planctomycetaceae bacterium KSU-1 S/C 1 7
Ca. Brocadia anammoxidans (WQC04)c nd 1 5
Bacteria/Proteobacteria/Betaproteobacteria Nitrosomonas europaea ATCC 19718 Chr 1 0
Nitrosomonas sp. Is79A3 Chr 1 0
Nitrosomonas sp. AL212 Chr 1 0
Nitrosospira multiformis ATCC 25196 Chr 1 0
Nitrosospira briensis C-128 PD 1 0
Nitrosospira sp. APG3 S/C 1 0
Bacteria/Proteobacteria/Deltaproteobacteria Geobacter sp. M21 Chr 1 2
Bacteria/Firmicutes/Clostridia/Clostridiales/Clostridiaceae Clostridium papyrosolvens DSM 2782 S/C 1 3
Clostridium papyrosolvens C7 S/C 1 2
Clostridium cellulovorans 743B Chr 1 2
Clostridium carboxidivorans P7 S/C 1 1
Clostridium viride DSM6836 PD 1 0
Clostridium sp. BNL1100 Chr 1 2
Clostridium scatologenes ATCC 25775 PD 1 3
Bacteria/Firmicutes/Clostridia/Clostridiales/Eubacteriaceae Eubacterium acidaminophilum al-2, DSM 3953 C 1 0
Bacteria/Firmicutes/Clostridia/Clostridiales/Peptococcaceae Dehalobacter sp. 11DCA Chr 1 2
Desulfotomaculum acetoxidans DSM 771 Chr 1 3
Bacteria/Firmicutes/Clostridia/Clostridiales/Peptostreptococcaceae Clostridium litorale W6 PD 1 0
Bacteria/Firmicutes/Clostridia/Clostridiales/Ruminococcaceae Acetivibrio cellulolyticus CD2 S/C 1 3
Bacteroides cellulosolvens DSM 2933 PD 1 4
Bacteria/Firmicutes/Clostridia/Halanaerobiales Acetohalobium arabaticum DSM 5501 Chr 1 1
Bacteria/Firmicutes/Clostridia/Clostridiales/Family XIII incertae sedis Anaerovorax odorimutans DSM 5092 PD 1 0
Bacteria/Actinobacteria Citricoccus sp. CH26A S/C 1 1
Bacteria/Fibrobacteres-Acidobacteria group Candidatus Koribacter versatilis Ellin345 Chr 1 2
Eukaryota/Parabasalia Trichomonas vaginalis G3 S/C 3 0
aNCBI taxonomy, except for Methanomassiliicoccales [34]
bGenome status. NCBI (Chr = Chromosome; S/C = Scaffolds/Contigs). IMG (C = Complete; PD = Permanent Draft)
cThe Brocadia genome (NCBI taxid:174632) was removed from the JGI-IMG database on March 2014
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76.16 ± 26.72). The Rh50 phylogeny under the LG + Γ4
model was almost identical to the one inferred with
CATGTR + Γ4, therefore an artefact due to long-branch
attraction cannot account for the observed topology. For
clarity of presentation and discussion, three clades in the
tree are defined: the eukaryotic clade (henceforth
Rh50_euk), the prokaryotic clades (Rh50_prok) and its
sub-clade Rh50_prok_meth (named after methanogens).
As for the Rh50_euk clade (full tree in Additional file 2:
Figure S1), two results are noteworthy. First, the parabasa-
lian T. vaginalis (Excavata) does not cluster with other mi-
crobial eukaryotes and in particular with the heterolobosean
Neagleria gruberi (Excavata). Second, the Rh50_euk clade
includes a sequence denoted Proteobacteria bacterium.
Several lines of evidence indicate that the P. bacterium
RH50 is a “contaminant” belonging a sister species to the
choanoflagellateMonosiga brevicollis (Fig. 1 legend).
The Rh50_prok clade comprises 30 prokaryotes and the
eukaryote T. vaginalis. The aerobic ammonia-oxidizing
bacteria (AOB) Nitrosomonas and Nitrosospira (Betapro-
teobacteria) form a monophyletic group, while the Clostri-
diales (Firmicutes) do not (Fig. 1). The Acidobacteria Ca.
K. versatilis is nested within the Clostridiales with signifi-
cant branch support. Geobacter M21 (Deltaproteobac-
teria) is consistently more closely related to the clade
comprising Clostridiales, anammox and Rh50_prok_meth,
while Anaerovorax odorimutans (Clostridiales) is sister to
the clade including AOB and other Clostridiales.
Compositional bias, found in a number of sequences,
did not seem to generate any artefact (see Methods). In-
cidentally, the compositional deviation in the aerobe
Citricoccus is intriguing; whether this has functional im-
plications would need to be tested experimentally.
The Rh50_prok_meth clade comprises 8 sequences in 6
species, namely three euryarchaeal methanogens,T. vagina-
lis (three paralogs), the Halanaerobiales clostridium Aceto-
halobium arabaticum and the Actinobacteria Citricoccus.
The parabasalian T. vaginalis clustered within the archaeal
methanogens in both BI and ML phylogenies (under all
evolutionary models); the long branch of T. vagina-
lis_19830 was always placed at the same position in the tree
irrespective of the phylogenetic method used (not shown).
The Rh50_prok_meth clade is also characterized by a
long-branch. The site heterogeneous CATGTR model is less
sensitive to long-branch attraction [30]. PhyloBayes BI
under the CATGTR+G4 model recovered the sister rela-
tionship between Rh50_prok_meth and anammox, whereas
the LG+G4 model did not (not shown). Two competing
topologies for this clade were found: either as basal to the
Rh50_prok clade or as sister to the anammox. Tree topology
tests supported the sister relationship between Rh50_prok_-
meth and anammox (Additional file 2: Figure S4).
In summary, the phylogeny of the Rh50 proteins has
established that the Rh50_prok_meth clade is sister to
the anammox Planctomycetes and disclosed potential
scenarios for the HGT of RH50 amongst prokaryotes.
The phylogenies of RH50 chromosomal neighbours
support multiple HGT scenarios in prokaryotes
Several sister-taxa relationships in the Rh50 phylogeny
suggest the existence of potential HGT trajectories in the
Rh50_prok clade (Fig. 1): anammox are sister to the
RH_prok_meth clade, A. arabaticum to methanogens, A.
arabaticum to Citricoccus. The analysis of chromosomal
neighbourhoods was possible thanks to the invaluable
“ortholog neighbourhood viewer” tool implemented at the
IMG-JGI. Hundred and twenty-one chromosomal
neighbours of the 33 RH50 genes (30 bacterial plus 3
T. vaginalis paralogs) in 31 genomes were analysed
(Additional file 1: Table S4). To detect potential HGT
events, out of 121 neighbours, 14 proteins (in 12
datasets) showed evidence of HGT events (Tables 2
and Additional file 1: Table S4). All phylogenies are
shown in (Additional file 3: Trees T01-T12).
The analysis of HGT in neighbouring genes did not
lend support to any of the HGT trajectories revealed by
the Rh50 phylogeny (Fig. 1), yet it did uncover alterna-
tive trajectories; this result is of interest as to the mode
of evolution of RH50 in prokaryotes (see Discussion).
The Amt phylogeny supports some of the HGT
trajectories found in the Rh50 phylogeny
Additional evidence to test the HGT scenarios suggested
by the phylogenetic analyses of RH50 genes and their
chromosomal neighbours might be provided by the evo-
lutionary history of AMT genes present in those pro-
karyotic genomes coding for RH50. The rationale behind
such reasoning is that Rh50 and Amt belong to the same
protein family and are also functionally related. Indeed,
Rh50 has been shown to replace functionally Amt in N.
europaea [17], and the two proteins may have comple-
mentary functions in the mosquito Anopheles gambiae
[18]. This argues in favour of a linked evolutionary his-
tory whereby the functional interplay between the two
proteins may be correlated to RH50/AMT duplication-
transfer-loss events in different organisms.
The 31 genomes coding for RH50 genes also code for
49 AMTs (red diamonds in Additional file 2: Figure S3);
notably, AMTs are absent in 12 genomes coding for RH50
(Table 1). The Amt phylogeny reveals the existence of
several HGT events, many of which have been described
in previous studies [25–27] and will not be dealt with
here. Instead, the Amt phylogeny lends support to the po-
tential HGT trajectories disclosed by the Rh50 phylogeny
(Additional file 2: Figure S3 and Fig. 1). The topologies of
different clades suggest a potential directional HGT from
methanogens to anammox. More details are given in the
legend of Additional file 2: Figure S3.
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Tree reconciliation analysis
The presence of RH50 genes in a minor fraction of bac-
terial and archaeal genomes, both at the Domain,
Phylum and Genus levels, could be accounted for by a
large number of independent gene-losses. However, this
scenario is classically regarded as unlikely. The alterna-
tive and most parsimonious explanation is that prokary-
otes have acquired RH50 genes via HGT from a
eukaryotic donor. Here, the main purpose of tree
reconciliation analysis was to shed light on the potential
“origin” of RH50 genes, i.e. on the directionality of gene
transfer between Bacteria on one side and Eukaryota or
Eukaryota + Archaea on the other. No firm conclusion
can be drawn (Fig. 2b, Additional file 4: Tables S6–S9).
Instead, the analyses suggest that (i) branch 103, lead-
ing to two euryarchaeal methanogens (M. intestinalis,
M. luminyensis) is found to be the preferential donor in
the HGT involving T. vaginalis in 0.74 of the gene trees
Fig. 1 Unrooted phylogeny of Rh50 proteins (90 taxa, 252 sites). Bayesian majority-rule consensus of 1,076 trees obtained under the LG + Γ4 mixture
model in PhyloBayes. Branch-support values given at nodes are PP1/PP2/aBayes/RBS/UFBoot. PP1 = Bayesian Posterior Probabilities (LG + Γ4;
PhyloBayes), PP2 = Bayesian Posterior Probabilities (CATGTR + Γ4; PhyloBayes); aBayes =Maximum likelihood Bayesian-like aLTR transformation (LG + Γ4
+ F; PhyML); RBS =Maximum likelihood rapid-bootstrap support (LG + Γ4 + F; RAxML); UFBoot =Maximum likelihood ultrafast-bootstrap approximation
(LG + Γ4 + F; IQ-TREE). Some clades are condensed for clarity of presentation (for full tree see Additional file 2: Figure S1). Species oxygen requirements
are denoted as follows: anaerobic (red dot), facultative (green square), aerobic (blue diamond). Proteobacteria bacterium JGI 0000113-E04 is highlighted
in red. The genome of Proteobacteria bacterium JGI 0000113-E04 is deposited at the IMG-JGI (GOLD project ID = Gp0024568). Several lines of evidence
suggest that part of the scaffolds making up this genome belong to contaminants. The RH50 homolog (Locus tag = D341DRAFT_01802) is present at
one end of scaffold00071.71. Its nearest neighbour on the scaffold (D341DRAFT_01804), which codes for a beta-galactosidase/beta-glucuronidase, is
again sister to its Monosiga homolog in a Bayesian phylogeny (Additional file 2: Figure S2). The P. bacterium genome is issued from
uncultured single-cell sequencing, and no genomic DNA is available, thus experimental tests cannot be performed. The scale-bar indicates
the estimated number of substitutions per site
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(versus 0.03 in the opposite direction; see also Fig. 1);
and (ii) the facultative Acetivibrio cellulolyticus might
have been the HGT recipient from anaerobic Clostri-
diales (branch 86, Fig. 2a; Additional file 4: Table S5).
Discussion
The evolutionary history of RH50 genes in prokaryotes
is just beginning to be unveiled. To date, no documented
evidence was available for the presence of RH50 genes
in archaea, and only the Rh50 protein from the
ammonia-oxidizing bacterium N. europaea (NeRh50)
has been characterized as an ammonium permease [17].
In the present study, I show that HGT is the driving
force in the evolution and spread of RH50 genes in
prokaryotes. While the absolute number of genomes
coding for RH50 is expected to rise as more will be se-
quenced, their phylogenetic distribution is likely to re-
main heavily skewed. An educated guess predicts that
more representatives among the Firmicutes will be
found. Another significant finding of this study is that
RH50 and AMT genes coexist in a small number of
prokaryotes (see below).
Given the available taxon sampling of bacterial and ar-
chaeal genomes, the results presented here suggest that
HGT acted to spread RH50 yet among a restricted num-
ber of phyla and species; this formed a HGT exchange
network whose main trajectories, as well as their rela-
tionship to ecological and metabolic niches, I have tried
to elucidate here.
RH50 and AMT evolution in prokaryotes: possible
scenarios
AMT genes are ubiquitous in both bacterial and ar-
chaeal genomes in single- or multiple-copies (Tables 1
and Additional file 1: Tables S2–S3). Remarkably,
when AMT is absent, in the vast majority of cases
those genomes code for RH50 (Table 1; see also
below). Given the pervasiveness of AMT genes in
prokaryotes and the corresponding rarity of RH50,
the likely conservation of their biochemical function
as ammonium permeases and the evidence for non-
orthologous displacement of Amt by Rh50 in N. euro-
paea [17], the most parsimonious hypothesis is that a
duplication event from an AMT ancestor is at the
origin of the RH50 gene.
With the caveat of genome sequencing accuracy, the
molecular phylogenies of Rh50 proteins and their Amt
homologs and their phyletic patterns suggest three
Table 2 Phylogenetic evidence of HGT in neighbouring genes
Species IMG Locus_tag a IMG product name Tree label b # taxa # sites Adjacent taxa in tree
Methanomassiliicoccus
luminyensis B10
missing (Mlum65) NADP oxidoreductase, coenzyme
F420-dependent
T01 85 146 Alpha-, Deltaproteobacteria
Ca. Kuenenia stuttgartiensis kustc0379 Unknown protein T02 47 368 div. BRC1 bacterium;
Gammaproteobacteria
" kustc0382 Glutamate formimidoyltransferase T03 85 484 Marine euryarchaeotes
" kustc0383 Glutaredoxin-like protein T04 39 74 Firmicutes
" kustc0384 Permease of the major facilitator
superfamily
T05 61 389 Deltaproteobacteria
Planctomycetaceae
bacterium KSU-1
missing (KSU_979) Indole-3-glycerol phosphate
synthase
T06 74 238 Acidobacteria
" missing (KSU_981) Conserved hypothetical protein T07 63 88 Deltaproteobacteria
Ca. Brocadia anammoxidans
WQC04
missing (Brocad1) Indole-3-glycerol phosphate
synthase
see T06





T08 76 156 Gammaproteobacteria
" NE0447 3-methyladenine DNA
glycosylase I
T09 59 189 Gammaproteobacteria
" NE0449 Aspartate and glutamate
racemase
T10 45 238 Gammaproteobacteria
Nitrosomonas sp. AL212 NAL212_0966 Hypothetical protein T11 51 141 Gammaproteobacteria
Geobacter sp. M21 GM21_1429 Diguanylate cyclase T12 55 156 Gammaproteobacteria
Phylogenetic Bayesian inference was carried out in PhyloBayes, ML inference in RAxML and PhyML. Number of taxa and sites in the alignment are given. All BI
analyses were run to convergence (maxdiff < 0.1 and eff. size >100). ML in RAxML used “-f a” option with 1,000 rapid-bootstrap replicates. ML in PHyML used
SPR tree-space search strategy with 5 random starts + BioNJ. Prottest best-fitting model was LG + Г4 + F for T05, T07, T09, T10, datasets, LG + Г4 for all the others.
See Additional file 1: Table S4 for full data
aWhen Integrated Microbial Genomes (IMG) locus tag was missing, an arbitrary one was chosen
bAll trees in Additional file 3
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scenarios for the evolution of the AMT/RH50 gene
family in prokaryotes analysed here. In the first sce-
nario, genomes code only for AMT; this occurs in
most Bacteria (e.g., 1–4 copies/genome in Pla-
nctomycetes, (Additional file 1: Table S3) and Archaea
(e.g., 1–3 copies in methanogens, Additional file 1:
Table S2). In the second scenario, RH50 (always in
single-copy) and AMT (1–7 copies) coexist in 2
methanogens (M. luminyensis and M. zhilinae) and 17
Bacteria (Tables 1, Additional file 1: Tables S2–S3). This is
likely to be a rare event, and it may be speculated
that such coexistence might have adaptive and/or
ecological relevance (see Conclusions). In the third
scenario, also apparently rare, genomes code only for
RH50 (AMT is absent). This is the case of 11 pro-
karyotic genomes: the euryarchaeal methanogen Ca.
M. intestinalis, 6 ammonia-oxidizing bacteria (AOBs),
and 4 Firmicutes (Table 1).
“Origin” of the RH50 gene
Figure 1 shows that both eukaryotes and prokaryotes are
largely monophyletic. If HGT had occurred between the
two realms, the Rh50 phylogeny would support at best
only a single HGT event. Alternatively, if prokaryotes
had obtained their RH50 repeatedly from different
eukaryote donor(s), they would be nested at different
places within eukaryotes, which is not the case. An alter-
native scenario, the RH50 originating in prokaryotes,
followed by extensive gene-loss in the majority of
prokaryote branches seems less parsimonious. It might
be argued that RH50 has been retained only in the few
prokaryote lineages that “needed” it. This “adaptive”
hypothesis may indeed hold in the case in anammox
[31] and in AOBs. Yet, it is clearly contradicted by the
phyletic distribution in archaeal methanogens (only 3
out of 39 genomes encode RH50), for all methanogens
use ammonium as source and/or by-product (see below).
Fig. 2 Tree reconciliation analysis. a Species tree cladogram. The root was arbitrarily placed between Bacteria and Eukaryota + Archaea. Branches
are numbered according to the.uTs ALE file. b Sum of the observed frequencies of transfer from branches (numbered in a) leading to Eukaryota,
Archaea and Bacteria occurring in 100 gene phylogenies sampled from a gene tree space of 39,504 trees. See Methods for further details.
Aerobes were found to act as HGT donors to Anaerobes more often than the other way round. Branch 103, leading to two euryarchaeal
methanogens (M. intestinalis, M. luminyensis), is found to be the preferential donor in the HGT involving T. vaginalis. Colour codes as in Fig. 1
Matassi BMC Evolutionary Biology  (2017) 17:2 Page 7 of 14
The same reasoning applies to the phyletic distributions
in the Geobacter genus (1 out of 8 genomes encode
RH50; see above), in Actinobacteria (only Citricoccous/
820), and Acidobacteria (only Ca. K. versatilis/14)
(Additional file 1: Table S1).
Although the phylogenetic analyses are not conclusive
to discriminate between a prokaryotic or eukaryotic ori-
gin of RH50, the results on the phylogenetic distribution
of RH50 leaves open the possibility of a eukaryote donor
(this scenario being neither proved nor disproved by the
tree reconciliation analysis; Fig. 2b). Indeed, the
frequency distribution of RH50 is proportionally
exceedingly rare both within bacteria and archaea -
31 bacterial genomes code for a single-copy RH50
gene (27 are shown in Table 1), which remarkably is
also present in 3 euryarchaeal methanogens (Tables 1
and Additional file 1: Table S2). Moreover, the RH50
phyletic patterns are also strikingly uneven among pro-
karyotes with respect to their corresponding Phylum and/
or even Genus. Only 5 anammox among 28 Planctomy-
cete genomes encode the RH50 gene (Additional file 1:
Table S3), only six AOBs among 301 Betaproteobacteria,
and only Citricoccus out of 820 Actinobacteria (Additional
file 1: Table S1). Most notably, RH50 is present in the
genome of Geobacter M21 but it is absent in seven other
Geobacter genomes. Lastly, RH50 is found in 3 methano-
gens out of 215 euryarchaea and 39 euryarchaeal metha-
nogens; this being the first documented evidence of RH50
in archaeal genomes.
The case of Trichomonas vaginalis
Aiming at disentangling an entire HGT network would
be illusory, for at best we can hope to find remnants or
footprints of the HGT events which have taken place
during evolutionary time, such events being charac-
terised by different degrees of stability in the host gen-
ome. For example, the chromosomal regions upstream
of the RH50 gene differed in Clostridium papyrosolvens
C7 and C. papyrosolvens DSM2782 (not shown). Phylo-
genetic (tree inference and reconciliation) and phyletic
pattern analyses identified several potential trajectories
in the RH50 HGT network, one of which involves the
parabasalian Trichomonas vaginalis.
The genome of T. vaginalis codes for three RH50
paralogs but lacks AMT genes. Among the nine Excavata
genomes known to date, RH50 genes are found only in
T. vaginalis and Naegleria gruberi. In the RH50 phyl-
ogeny (Fig. 1), while N. gruberi clusters with eukaryotes
as expected, T. vaginalis is sister to methanogens. The
strongly supported positioning of T. vaginalis in the
phylogeny (Fig. 1) and the tree reconciliation analysis
(Fig. 2b) support the acquisition of RH50 from a meth-
anogen donor. Additional lines of evidence support this
conclusion. In the genome of T. vaginalis, out of about
26,000 genes, only 65 have no introns [32], among which
the RH50 paralogs. Hundred and fifty-two potential cases
of prokaryote-to-eukaryote HGT candidates were detected
in the genome of T. vaginalis [32], and two cases of HGT
from methanogen donors were identified (see Additional
file 3: trees TN095 and TN165 in [33]). In both of these
genome-wide studies, the HGT of the RH50 gene was not
detected. Finally, methanogens and T. vaginalis are in
physical proximity in human mucosae [33].
The interesting cases of HGT involving methanogens,
anammox, and Acetohalobium arabaticum are discussed
in greater detail in the next two sections.
RH50 in methanogens as an adaptation to the
methylotrophic pathway
Methanogenesis is a form of anaerobic respiration and is
carried out by euryarchaeal methanogens; they are a pri-
mary source of biogenic methane release in the atmos-
phere and are found in terrestrial, marine and freshwater
sediments but also in the gastrointestinal tracts of mam-
mals and insects. All methanogens are strictly anaerobic
and belong to seven euryarchaeal orders, namely Metha-
nococcales, Methanobacteriales, Methanopyrales, Metha-
nomicrobiales, Methanocellales, Methanosarcinales, and
Methanomassiliicoccales [34]. Methanogen orders show
different specificities with respect to their substrate for
methanogenesis (Additional file 1: Table S2). To generate
methane, three main pathways are used: (i) hydrogeno-
trophic (from H2 reduction of CO2 or formate), (ii) aceto-
clastic (from acetate cleavage) and (iii) methylotrophic
(from C1 compounds such as methanol and methyl-
amines). Moreover, in general methanogens grow in syn-
trophic associations with fermentative bacteria producing
methanogenic substrates [35].
The phyletic pattern analysis of RH50 and AMT
genes in methanogens shows that only 3 out of 39
methanogen genomes code for RH50, Methanomassi-
liicoccus luminyensis, Ca. M. intestinalis (Methano-
massiliicoccales) and M. zhilinae (Methanosarcinales),
while all of them (save Ca. M. intestinalis) code for
AMTs (Additional file 1: Table S2). In the genome of
these three species, RH50 genes are neighbours of
methyltransferases, key players in the methylotrophic
pathway. Thus, it may be speculated that RH50 and
methyltransferases may be co-regulated in the same
operon to adapt to different growth conditions. This
hypothesis is corroborated by the finding that in
Methanosarcina mazei genes specific to the methylo-
trophic pathways are co-regulated in a substrate-
dependent manner [36] and two AMT genes (together
with nitrogenase and glutamine synthetase genes) are
up-regulated under nitrogen-limiting conditions [37].
In the case of Ca. M. intestinalis, Rh50 protein may
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have functionally replaced the missing Amt, as in the
case of the AOB N. europaea [17].
In methylotrophic methanogens, ammonium is known
to play two roles: beneficial (as a required substrate) and
detrimental (as a toxic compound). In the methylo-
trophic pathway, ammonium is released during demeth-
ylation of monomethylamine. Interestingly, genes
involved in methanogenesis are in close chromosomal
association with ammonia permeases - both RH50 and
AMT in M. luminyensis; RH50 in Ca. M. intestinalis
RH50 (lacks AMT), but not with AMT in Ca. M. alvus
(lacks RH50) (not shown). Borrel and co-workers
observed this association in the three Methanomassilii-
coccales, and suggested that “dedicated transporters”
may be involved in the export of ammonium [34]. More-
over, methylotrophic methanogens can use ammonia as
nitrogen source for amino acids synthesis [38]; its poten-
tial sources being a direct uptake from the environment
by ammonia permeases (likely Rh50 and/or Amt) and
the intracellular ammonium being released during
demethylation of monomethylamine.
In a wide range of pH, NH3/NH4
+ were reported to in-
hibit methanogenesis [39], NH3 being more toxic than
NH4
+ ([40] and references therein). It may be hypothe-
sised that ammonia permeases (Rh50 and/or Amt) might
be required to maintain ammonia homeostasis. A telling
example is provided by M. zhilinae (alias Methanohalo-
philus zhilinae). Its optimal growth occurs at pH 9.2 and
45 °C [41], conditions in which the NH3/NH4
+ equilib-
rium is shifted toward NH3. It is possible that in M.
zhilinae the excretion of toxic NH3 could be facilitated
by Rh50 and/or Amt, similar to the role suggested for
the Rh50 proteins in the tilapia fish living in the alkaline
waters (pH ~ 10) of Lake Magadi [42].
In conclusion, there may be an adaptive correlation
between RH50 acquisitions via HGT (and its mainten-
ance) and the use of the methylotrophic pathway in the
hosting organisms. Indeed, some of the products of the
methylotrophic pathway, CH4, CO2, and NH3, could be
substrates for a non-specific Rh50 gas permease, if an in-
crease in diffusion rate through the cell membrane(s)
were needed (see Introduction). The donor species
(eukaryote or prokaryote) in the HGT event that allowed
the three methanogens to acquire RH50 remains un-
known, yet their sister group relationship with the aceto-
genic Acetohalobium arabaticum in the Rh50 tree
(Fig. 1) may suggest a possible scenario.
Syntrophic associations likely favoured HGT: the cases of
A. arabaticum and anammox
Acetohalobium arabaticum belongs to the Firmicute order
of Halaneorobiales. The Rh50 phylogeny indicates a poten-
tial HGT involving A. arabaticum and the Actinobacteria
Citricoccus, both being sister to the methanogens (Fig. 1).
A. arabaticum is a fermentative methylotrophic anaerobe
that produces acetate, mono-, di- and trimethylamines [43],
which are substrates in methanogenic pathways. Among
bacteria, only A. arabaticum encodes the three mono-, di-,
and trimethylamine transferases [44]. The gene cassette
required to biosynthesize and decode UAG codons as
pyrrolysine (Pyl) is encoded in the genomes of 35 prokary-
otes, namely 16 Euryarchaeota (including M. zhilinae, M.
luminyensis, and Ca. M. intestinalis), 16 Firmicutes (includ-
ing A. arabaticum and D. acetoxidans) and 3 Deltaproteo-
bacteria (not shown). Some of them were described
previously [44]. A. arabaticum likely acquired both
pyrrolysyl-tRNA synthetase and methylamime transferases
genes via HGT from euryarchaeal methanogens [44]. A.
arabaticum may live in syntrophy with methanogenic eur-
yarchaea, their physical proximity having likely facilitated
HGT events.
In the anaerobic ammonia oxidizing reaction, equimo-
lar amounts of ammonium and nitrite are converted into
molecular N2 gas. Three other aerobic steps in the bio-
logical nitrification process are performed by ammonia-
oxidizing bacteria (AOB) and archaea (AOA) and
nitrite-oxidizing bacteria (NOB). Incidentally, neither
AOA nor NOB encode for RH50 genes (not shown).
Likely due to their syntrophic relationships (see also
below), ecological niches are known to be shared be-
tween NOB and AOA, NOB and AOB [45], as well as
between anammox and methanogens [46] and between
anammox and AOBs [47]. Another peculiar feature of
anammox organisms is the presence of a membrane-
bound compartment in the cell, the anammoxosome, in
which the anammox reaction is believed to take place
[48]. The membrane of the anammoxosome contains
ladderane lipids which confer high density and low per-
meability to the membrane thereby preventing passive
diffusion of small molecular intermediates during their
slow life cycle [49]. The Rh50 permease is expected to
enhance NH3 flux across dense membranes [14]; there-
fore, the acquisition of an ammonia permease via HGT,
possibly from a methanogen donor, may be regarded as
adaptively advantageous to anammox. Along the same
line, for ammonium is a limiting factor for anammox
bacteria in oxygen minimum zones, it has been sug-
gested that the expression of high-affinity ammonium
transporters (Amt) might provide a selective advantage
to them [31].
HGT-driven evolution may take place at boundary layers
HGT is known to occur more frequently among closely
related species. Likewise, organisms sharing the same
ecological niche are more prone to HGT, yet inter-
habitat events do occur ([11] for a review), and barriers
to HGT, such as sequence divergence and genomic GC
content, can be bypassed [50]. In addition, the
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importance of environmental selection and the exist-
ence of ecologically determined gene-transfer net-
works enabling sharing of niche-adaptive genes has
been proposed [51].
Here, I show that the RH50 HGT network is charac-
terised by the fact that it crosses oxygen boundaries
(classically regarded as a barrier), by the rarity of genetic
transfers, and by an extremely narrow taxonomic distri-
bution of HGT events among prokaryotes.
A case in point concerns the aerobe Ca. K. versatilis;
in the Rh50 tree it clusters within one of the two clades
of Clostridiales, which comprise typically anaerobic spe-
cies (Fig. 1). Other remarkable examples of potential
cross-barrier point in the RH50 HGT network are (i) the
convincing trend that favours HGT of RH50 from
aerobe to anaerobe organisms, in particular from the
branch 139 to Anaerovorax odorimutans, and from
Citricoccus to branch 104 of methanogens (Fig. 2b;
Additional file 4: Table S10), and (ii) the exchange
between the facultative Acetivibrio cellulolyticus and
other anaerobic Clostridiales (branch 86, Fig. 2a,
Additional file 4: Table S5).
Physical and metabolic interactions between the
species forming the RH50 HGT network have been
reported, also in the form of syntrophic associations (see
above). Interestingly, from the interior to the exterior
layers of a sludge granule of a bioreactor, the microbial
community is composed of methanogens, anammox and
AOB (see Fig. 4 in [46]) and share an ecological niche
known as oxygen minimum zone [33, 51]. Moreover,
two putative Amt proteins, expressed at the cell mem-
brane of the anammox Scalindua profunda, might be in-
volved in ammonium scavenging [31], which in turn
could provide N2 source to AOBs and/or methanogens.
To sum up, the main trajectories of the RH50 HGT
network point to a still much unexplored ecological
niche where HGT might be enhanced, namely the oxic-
anoxic boundary layers, such as the oxygen minimum
zones (OMZ). Indeed, the HGT of periplasmic nitrite
oxidoreductase genes between anammox and the aerobic
nitrite-oxidizing bacteria Nitrospina has been reported
to occur in marine OMZ [44].
Conclusions
The phylogenetic analyses presented here, and data from
the literature, identify several potential trajectories in the
RH50 HGT evolutionary network in prokaryotes, a strik-
ing feature of which is that it seems to cross oxygen
boundaries. The most “informative” nodes of the net-
work are methanogens, Acetohalobium arabaticum,
anaerobic and aerobic ammonia-oxidizing bacteria (ana-
mmox and AOB). Their relationships suggest that (i)
syntrophic relationships play a major role in the
development of the network, and (ii) oxygen minimum
zones -and boundary layers in general — might be an
ecological niche of crucial importance for HGT-driven
evolution.
The present findings pave the way to two types of ex-
perimental investigations. The presence of RH50 in such
a restricted spectrum of archaea is puzzling. RH50 is
found in both M. luminyensis and Ca. M. intestinalis but
the latter lacks AMT; both share the same niche in ani-
mal digestive tracts. Detailed functional and structural
studies of these two Rh50 proteins might reveal the na-
ture and origin of adaptive changes. Similar insights
might be gained by comparative structure/function ana-
lysis of the Rh50 and Amt proteins from organisms in
which they coexist, namely anammox, and the methano-
gens M. luminyensis and M. zhilinae. Finally, genome and
transcriptome comparisons between organisms inhabiting
oxygen minimum zones will clarify the role of this eco-
logical niche in promoting HGT-driven evolution.
Methods
Datasets
Rh50 homologs in prokaryotes were identified by blastp-
searching the Integrated Microbial Genomes resource
(IMG at the Joint Genome Institute, JGI), and the NCBI
GenBank non-redundant protein database (July 2014).
In all prokaryote genomes coding for RH50 genes, AMT
homologs were identified by blastp-searches against
genome-specific databases at IMG-JGI and/or NCBI. A
blastp search, with default settings, is sufficient to iden-
tify any homolog within both Rh50 and Amt families.
As for prokaryotic Rh50, of the 34 homologs identified,
four were not retained, namely those present in “Can-
didatus Kuenenia stuttgartiensis” RU-1 and CH-1 isolates
(being included in small scaffolds) and the two homologs
in Dehalobacter sp. CF and sp. UNSWDHB (for they share
100% amino acid identity and the same chromosomal
neighbourhood with Dehalobacter sp. 11DCA RH50; see
below). Therefore, thirty Rh50 prokaryotic proteins were
included in the dataset: 7 Proteobacteria (6 Beta- and 1
Deltaproteobacteria), 3 Plancomycetes, 1 Acidobacteria,
15 Firmicutes, 1 Actinobacteria and 3 Euryarchaeota
(Table 1).
Multiple sequence alignment (MSA) and evolutionary
model selection
Protein transmembrane (TM) topologies were predicted
using TMHMM [52] at http://www.cbs.dtu.dk/services/
TMHMM/. MSA for Rh50 and other TM proteins coded
by RH50 chromosomal neighbours was carried out in
TM-Coffee [53]. Praline™ [54] was used for Amt proteins,
because of the large dataset size, at http://www.ibi.vu.nl/
programs/pralinewww/. MSA for non-TM proteins, and
for those proteins with only one small TM (with respect
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to protein length) at the N-ter or C-ter end, was carried
out in ClustalO [55] or Muscle [56], as implemented in
SeaView v. 4 [57] (see Additional file 1: Table S4). The
confidence of aligned residues was assessed using the TCS
index [58]; only columns with TCS index ≥6 and ≥7 (on a
0–9 scale) were retained for Amt and Rh50 alignments,
respectively. In the alignments of the 26 RH50-neighbours
datasets, the TCS threshold was ≥6 (save for eight
instances). All MSAs were further refined manually in
SeaView. Alignments before and after trimming are
provided in (Additional files 5, 6 and 7).
ProtTest v3.2 [59] was used to assess the best model fit-
ting the data using a ML tree as starting topology and
choice was based on a majority-rule consensus of the im-
plemented statistics. Models with proportion of invariant
sites were excluded as rate heterogeneity is accounted for
by the gamma shape parameter. In order to compare the
site-homogeneous LG to the site-heterogeneous CATGTR
mixture model, a cross-validation procedure was carried
out in PhyloBayes v. 3.3 [60]. The procedure is computa-
tionally intensive and briefly consists in randomly splitting
the dataset in learning set (9/10th) and test set (1/10th).
Model parameters are then estimated on the learning set
for each model (11,000 cycles; the first 1,000 being
discarded as “burnin”) and used to calculate the cross-
validation log-likelihood scores of the test set, averaged
over the ten replicates (refer to PhyloBayes manual).
Molecular phylogeny
Both Maximum-likelihood (ML) and Bayesian inference
(BI) methods were used. ML inference was performed in
RAxML v. 8.0.19 [61], IQ-TREE v. 1.0.1 [62] and PhyML v3
(build 20120412) [63]. Except for the first ML analysis of
Rh50-neighbouring genes datasets (see below), RAxML
analyses used the “−f a” option with 1,000 bootstrap
pseudo-replicates. IQ-TREE was run using 10,000 bootstrap
replicates. Tree-topology searches in PhyML were con-
ducted applying Subtree Pruning and Regrafting moves
(starting from 5 random trees and BioNJ tree). Bayesian in-
ference was carried out in PhyloBayes (under LG + Γ4 and
CATGTR+ Γ4 models). Two independent chains were run
and their bipartitions were compared after discarding 20%
of cycles as “burn-in” and sampling each 10th cycle. All
analyses were run till convergence: maximal difference
(maxdiff) observed between bipartition-frequencies of runs
was always < 0.1, and minimum effective size always > 100
(refer to PhyloBayes manual).
Branch support values were: rapid bootstrap pseudo-
replicates (RBS, [64]) in RAxML, ultrafast-bootstrap
approximation (UFBoot, [65]) in IQ-TREE, aBayes and
SH-aLRT [66] in PhyML, Bayesian posterior probabil-
ities, PP, in PhyloBayes. Tree editing and annotation
were performed in MEGA v. 6 [67]. As a cautionary
note, in HGT studies, taxon sampling needs be expanded
as much as possible, thereby leading to a low ratio be-
tween sites in the multiple alignment and number of
taxa in single-gene phylogenies. This may translate into
low branch-support values that may not reach the com-
monly accepted significance thresholds (i.e., ≥70% for
ML non-parametric bootstrap and ≥0.95 for BI posterior
probabilities).
Tree topology testing was carried out in CONSEL
[68] and RAxML (ELW test, [69]). Per-site log-
likelihoods were calculated in RAxML under the LG
+ Γ4 + F model.
It is well known that compositional heterogeneity
may lead to biased phylogenetic inference [70]. The
compositional homogeneity of the aligned residues in
the Rh50_prok_clade was assessed using the statistic
implemented in PhyloBayes as well as principal com-
ponent analysis (not shown). Rh50 deviated compos-
itionally in six taxa, viz. T. vaginalis 428240,
Planctomycetaceae KSU-1, Nitrosospira multiformis,
Nitrosospira APG3, Geobacter, and Citricoccus. The
first four taxa showed the expected topology in the
phylogeny, indicative of strong phylogenetic signal.
The outlier positioning of Geobacter varied, depend-
ing on the aligned residues.
Tree reconciliation analysis
Briefly, tree reconciliation analysis aims at reconstruct-
ing a gene phylogeny taking into account potential
events of gene duplication, transfer and loss and tries to
draw evolutionary scenarios using a “consensus” species
tree as a reference [71]. The Amalgamated Likelihood
Estimation (ALE) method, a gene tree-aware approach
based on probabilistic models that include parameters
for gene duplication, loss and transfer, was used for tree
reconciliation [72]. The analysis was carried out in
ALEml_undated v0.4 which handles undated species
trees [71]. Species tree was based on small subunit rRNA
sequences retrieved from SILVA [73] and aligned in
SINA (gaps were excluded) [74]. Model selection and
ML inference (under GTR + I + Γ4) were carried out in
IQ-TREE. A gene tree space of 39,504 trees was derived
from the two chains in PhyloBayes used in Fig. 1. Trans-
fer frequency values (Fig. 2b, Additional file 4: Tables
S5–S10) were obtained summing up the transfer fre-
quencies between pair of branches (and they may obvi-
ously exceed 1), therefore they should not be confused
with probabilities and should be interpreted as a trend
in the data.
Datasets and phylogenetic analyses of RH50
chromosomal neighbouring genes
Hundred and twenty-one chromosomal neighbours of the
33 RH50 genes in 31 genomes (3 paralogs in T. vaginalis)
were analysed (for complete list see Additional file 1: Table
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S4). Of those, 91 proteins-coding genes were suited for
phylogenetic analysis. Homologous protein datasets were
assembled using the following procedure. For each hom-
ologous set, on average 200–300 sequences were gathered
by pooling the pre-computed “Top IMG homolog Hits”
(from JGI-IMG; [75]), the homologs identified by blastp
searches against NCBI and Pfam protein databases and
the pre-computed homologous set of the corresponding
INTERPRO entry. This preliminary dataset was purged of
redundancy using Cd-hit v. 4.6 [76] with either 90% or
95% cut-off. Then, a first ML analysis, under an arbitrary
LG + Γ4 + F model, was carried out on the non-redundant
datasets in RAxML (“-f a” option and 300 RBS replicates)
and PhyML (“best NNI/SPR” tree-space searching strategy;
aLRT branch-support). Moreover, to improve tree reso-
lution and branch support, “rogue taxa” (i.e. unstable taxa
in the phylogeny), were removed, where judged necessary,
using the RogueNaRok algorithm [77]. Thirty-one proteins
(in 26 datasets, for in some instances more than one neigh-
bour was present in the same MSA) showed evidence of
HGT and therefore their phylogenies were re-analysed by
Bayesian and ML inferences as described above.
The genome of Ca. Brocadia anammoxidans WQC04
was withdrawn from the IMG database on March 2014,
because of poor quality (though it can still be accessed at
NCBI, taxid: 174632). However, given that in all phyloge-
nies inferred here (i.e., Rh50, Amt and Rh50-neighbours)
Brocadia clustered with other anammox, thereby reinfor-
cing that clade, I considered those sequences reliable and
therefore included them in the datasets.
Additional files
Additional file 1: Table S1. Phyletic pattern of RH50 homologs in bacterial
and archaeal genomes. Table S2. Taxonomic distribution of RH50 and AMT
homologs in euryarchaeal methanogens. Table S3. Taxonomic distribution of
RH50 and AMT homologs in Planctomycetes and Geobacter Genus. Table S4.
The dataset of 121 RH50 chromosomal neighbours. (XLSX 127 kb)
Additional file 2: Figure S1. Full phylogeny of Rh50 proteins. Figure
S2. Phylogeny of Proteobacteria bacterium. Figure S3. Full phylogeny of
Amt proteins. Figure S4. Tree-topology test. (PDF 1490 kb)
Additional file 3: Supplementary Trees. Phylogenetic evidence for HGT
in chromosomal neighbours of Rh50. (PDF 3393 kb)
Additional file 4: Table S5. HGT frequencies among prokaryotes.
Table S6. HGT frequencies from Bacteria to Eukaryota HGT.
Table S7. HGT frequencies from Eukaryota to Bacteria. Table S8.
HGT frequencies from Bacteria to Eukaryota + Archaea. Table S9.
HGT frequencies from Eukaryota + Archaea to Bacteria. Table S10.
HGT frequencies between Aerobes and Anaerobes. (XLSX 20 kb)
Additional file 5: Rh50 protein dataset (90 sequences). (DOCX 53 kb)
Additional file 6: Multiple sequence alignment of Rh50 protein dataset
(before trimming). (PHY 339 kb)
Additional file 7: Multiple sequence alignment of Rh50 protein dataset
(after trimming). (PHY 38 kb)
Abbreviations
BLAST: Basic local alignment search tool; NCBI: National center for
biotechnology Information
Acknowledgments
I express my warmest thanks to Manolo Gouy for allowing me to use
computer facilities in his laboratory, from remote. I am grateful to Baya
Chérif-Zahar and Fritz Winkler for critical reading of the manuscript and to
Hervé Philippe for discussion and suggestions. I wish to thank Gergely
Szollosi and Bastien Boussau for help in running and interpreting the ALE
analysis. I wish also to thank Simon Penel, Stéphane Delmotte and
Emanuele De Paoli for informatics assistance. Part of this work was
performed using the computing facilities of the CC LBBE/PRABI, Lyon,
France.
Availability of data and materials
All datasets supporting the conclusions of this article are included within the
article (and its additional files).
Competing interests
The author declares having no competing interests.
Ethics approval and consent to participate
No human subjects were used in this study and the invertebrate animals
used in this study are not subject to regulation by animal ethics committees.
Received: 26 May 2016 Accepted: 9 December 2016
References
1. Doolittle WF. Phylogenetic classification and the universal tree. Science.
1999;284:2124–8.
2. Mindell DP. The tree of life: metaphor, model, and heuristic device. Syst Biol.
2013;62:479–89.
3. McInerney JO, Cotton JA, Pisani D. The prokaryotic tree of life: past,
present…and future? Trends Ecol Evol. 2008;23:276–81.
4. Dagan T, Martin W. Getting a better picture of microbial evolution en route to
a network of genomes. Phil Trans R Soc Lond B: Biol Sci. 2009;364:2187–1296.
5. Koonin EV, Makarova KS, Aravind L. Horizontal gene transfer in prokaryotes:
quantification and classification. Annu Rev Microbiol. 2001;55:709–42.
6. Doolittle WF, Boucher Y, Nesbo CL, Douady CJ, Andersson JO, Roger AJ.
How big is the iceberg of which organellar genes in nuclear genomes are
but the tip? Philos Trans R Soc London B: Biol Sci. 2003;358:39–57.
7. Keeling PJ, Palmer JD. Horizontal gene transfer in eukaryotic evolution.
Nat Rev Genet. 2008;9:605–18.
8. Deschamps P, Zivanovic Y, Moreira D, Rodriguez-Valera F, Lopez-Garcia P.
Pangenome evidence for extensive interdomain horizontal transfer affecting
lineage core and shell genes in uncultured planktonic thaumarchaeota and
euryarchaeota. Genome Biol Evol. 2014;6:1549–63.
9. Nikolaidis N, Doran N, Cosgrove DJ. Plant expansins in bacteria and fungi:
evolution by horizontal gene transfer and independent domain fusion.
Mol Biol Evol. 2014;31:376–86.
10. Zaneveld JR, Nemergut DR, Knight R. Are all horizontal gene transfers
created equal? Prospects for mechanism-based studies of HGT patterns.
Microbiology. 2008;154:1–15.
11. Popa O, Dagan T. Trends and barriers to lateral gene transfer in prokaryotes.
Curr Opin Microbiol. 2011;14:615–23.
12. von Wirén N, Merrick M. Regulation and function of ammonium carriers in
bacteria, fungi and plants. Trends Curr Genet. 2004;9:95–120.
13. Winkler FK. Amt/MEP/Rh proteins conduct ammonia. Pflugers Arch.
2006;451:701–7.
14. Hub JS, Winkler FK, Merrick M, de Groot BL. Potentials of mean force and
permeabilities for carbon dioxide, ammonia, and water flux across a Rhesus
protein channel and lipid membranes. J Am Chem Soc. 2010;132:13251–63.
15. Bruce LJ, Beckmann R, Ribeiro ML, Peters LL, Chasis JA, Delaunay J, et al.
A band 3-based macrocomplex of integral and peripheral proteins in the
RBC membrane. Blood. 2003;101:4180–8.
16. Marini AM, Matassi G, Raynal V, Andre B, Cartron JP, Chérif-Zahar B. The
human Rhesus-associated RhAG protein and a kidney homologue promote
ammonium transport in yeast. Nat Genet. 2000;26:341–4.
17. Chérif-Zahar B, Durand A, Schmidt I, Hamdaoui N, Matic I, Merrick M, et
al. Evolution and functional characterization of the RH50 gene from the
ammonia-oxidizing bacterium Nitrosomonas europaea. J Bacteriol. 2007;
189:9090–100.
Matassi BMC Evolutionary Biology  (2017) 17:2 Page 12 of 14
18. Pitts RJ, Derryberry Jr SL, Pulous FE, Zwiebel LJ. Antennal-expressed
ammonium transporters in the malaria vector mosquito Anopheles gambiae.
PLoS One. 2014;9(10):e111858. doi:10.1371/journal.pone.0111858.
19. Biver S, Belge H, Bourgeois S, Van Vooren P, Nowik M, Scohy S, et al. A role
for Rhesus factor Rhcg in renal ammonium excretion and male fertility.
Nature. 2008;456:339–43.
20. Wright PA, Wood CM. A new paradigm for ammonia excretion in aquatic
animals: role of Rhesus (Rh) glycoproteins. J Exp Biol. 2009;212:2303–012.
21. Singleton CK, Kirsten JH, Dinsmore CJ. Function of ammonium transporter
A in the initiation of culmination of development in Dictyostelium
discoideum. Eukaryot Cell. 2006;5:991–6.
22. Ji Q, Hashmi S, Liu Z, Zhang J, Chen Y, Huang CH. CeRh1 (rhr1) is a
dominant Rhesus gene essential for embryonic development and
hypodermal function in Caenorhabditis elegans. Proc Natl Acad Sci U S A.
2006;103:5881–6.
23. Marino R, Melillo D, Di Filippo M, Yamada A, Pinto MR, et al. Ammonium
channel expression is essential for brain development and function in the
larva of Ciona intestinalis. J Comp Neurol. 2007;503:135–47.
24. Couturier J, Montanini B, Martin F, Brun A, Blaudez D, Chalot M.
The expanded family of ammonium transporters in the perennial
poplar plant. New Phytol. 2007;174:137–50.
25. McDonald SM, Plant JN, Worden AZ. The mixed lineage nature of nitrogen
transport and assimilation in marine eukaryotic phytoplankton: a case study
of micromonas. Mol Biol Evol. 2010;27:2268–83.
26. Nedelcu AM, Blakney AJ, Logue KD. Functional replacement of a primary
metabolic pathway via multiple independent eukaryote-to-eukaryote gene
transfers and selective retention. J Evol Biol. 2009;22:1882–94.
27. McDonald TR, Dietrich FS, Lutzoni F. Multiple horizontal gene transfers of
ammonium transporters/ammonia permeases from prokaryotes to
eukaryotes: toward a new functional and evolutionary classification. Mol Biol
Evol. 2012;29:51–60.
28. Matassi G, Chérif-Zahar B, Pesole G, Raynal V, Cartron JP. The members of
the RH gene family (RH50 and RH30) underwent different evolutionary
pathways. J Mol Evol. 1999;48:151–9.
29. Syvanen M. Horizontal gene transfer: evidence and possible consequences.
Annu Rev Genet. 1994;28:237–61.
30. Lartillot N, Brinkmann H, Philippe H. Suppression of long-branch attraction
artefacts in the animal phylogeny using a site-heterogeneous model. BMC
Evol Biol. 2007;8(Supplement 1):S4.
31. van de Vossenberg J, Woebken D, Maalcke WJ, Wessels HJ, Dutilh BE, Kartal
B, et al. The metagenome of the marine anammox bacterium ‘Candidatus
Scalindua profunda’ illustrates the versatility of this globally important
nitrogen cycle bacterium. Environ Microbiol. 2013;15:1275–89.
32. Carlton JM, et al. Draft genome sequence of the sexually transmitted
pathogen Trichomonas vaginalis. Science. 2007;315:207–12.
33. Alsmark C, Foster PG, Sicheritz-Ponten T, Nakjang S, Embley MT, Hirt RP.
Patterns of prokaryotic lateral gene transfers affecting parasitic microbial
eukaryotes. Genome Biol. 2013;14:R19.
34. Borrel G, Parisot N, Harris HM, Peyretaillade E, Gaci N, Tottey W, et al.
Comparative genomics highlights the unique biology of
Methanomassiliicoccales, a Thermoplasmatales-related seventh order of
methanogenic archaea that encodes pyrrolysine. BMC Genomics. 2014;15:
679. doi:10.1186/1471-2164-15-679.
35. Browne PD, Cadillo-Quiroz H. Contribution of transcriptomics to systems-
level understanding of methanogenic Archaea. Archaea. 2013; 586369.
doi:10.1155/2013/586369.
36. Hovey R, Lentes S, Ehrenreich A, Salmon K, Saba K, Gottschalk G, et al.
DNA microarray analysis of Methanosarcina mazei Gö1 reveals
adaptation to different methanogenic substrates. Mol Gen Genomics.
2005;273:225–39.
37. Veit K, Ehlers C, Ehrenreich A, Salmon K, Hovey R, Gunsalus RPO,
et al. Global transcriptional analysis of Methanosarcina mazei strain
Gö1 under different nitrogen availabilities. Mol Gen Genomics. 2006;
276:41–55.
38. Kenealy WR, Thompson TE, Schubert KR, Zeikus JG. Ammonia
assimilation and synthesis of alanine, aspartate, and glutamate in
Methanosarcina barkeri and Methanobacterium thermoautotrophicum.
J Bacteriol. 1982;150:1357–65.
39. Sossa K, Alarcón M, Aspé E, Urrutia H. Effect of ammonia on the
methanogenic activity of methylaminotrophic methane producing Archaea
enriched biofilm. Anaerobe. 2004;10:13–8.
40. Koster IW, Koomen E. Ammonia inhibition of the maximum growth rate
(μm) of hydrogenotrophic methanogens at various pH-levels and
temperatures. Appl Microbiol Biotechnol. 1988;28:500–5.
41. Mathrani IM, Boone DR, Mah RA, Fox GE, Lau PP. Methanohalophilus zhilinae
sp. nov., an alkaliphilic, halophilic, methylotrophic methanogen. Int J Syst
Bacteriol. 1988;38:139–42.
42. Wood CM, Nawata CM, Wilson JM, Laurent P, Chevalier C, Bergman HL, et al.
Rh proteins and NH4
+-activated Na+-ATPase in the Magadi tilapia (Alcolapia
grahami), a 100% ureotelic teleost fish. J Exp Biol. 2013;216:2998–3007.
43. Zhilina TN, Zavarzin GA. Extremely halophilic, methylotrophic, anaerobic
bacteria. FEMS Microbiol Lett. 1990;87:315–22.
44. Prat L, Heinemann IU, Aerni HR, Rinehart J, O’Donoghue P, Soll D. Carbon
source-dependent expansion of the genetic code in bacteria. Proc Natl
Acad Sci U S A. 2012;109:21070–5.
45. Lücker S, Nowka B, Rattei T, Spieck E, Daims H. The genome of Nitrospina
gracilis illuminates the metabolism and evolution of the major marine nitrite
oxidizer. Front Microbiol. 2013;4:27. doi:10.3389/fmicb.2013.00027.
46. Hu Z, Speth DR, Francoijs KJ, Quan ZX, Jetten MS. Metagenome analysis
of a complex community reveals the metabolic blueprint of anammox
bacterium “Candidatus jettenia asiatica”. Front Microbiol. 2012;3:366.
doi:10.3389/fmicb.2012.00366.
47. Wright JJ, Konwar KM, Hallam SJ. Microbial ecology of expanding oxygen
minimum zones. Nat Rev Microbiol. 2012;10:381–94.
48. van Niftrik L, van Helden M, Kirchen S, van Donselaar EG, Harhangi HR,
Webb RI, et al. Intracellular localization of membrane-bound ATPases in
the compartmentalized anammox bacterium ‘Candidatus Kuenenia
stuttgartiensis’. Mol Microbiol. 2010;77:701–15.
49. Strous M, et al. 2006. Deciphering the evolution and metabolism of an
anammox bacterium from a community genome. Nature. 2006;440:790–4.
50. Popa O, Hazkani-Covo E, Landan G, Martin W, Dagan T. Directed networks
reveal genomic barriers and DNA repair bypasses to lateral gene transfer
among prokaryotes. Genome Res. 2011;21:599–609.
51. Polz MF, Alm EJ, Hanage WP. Horizontal gene transfer and the evolution of
bacterial and archaeal population structure. Trends Genet. 2013;29:170–5.
52. Krogh A, Larsson B, von Heijne G, Sonnhammer EL. Predicting
transmembrane protein topology with hidden Markov model:
application to complete genomes. J Mol Biol. 2001;305:567–80.
53. Chang JM, Di Tommaso P, Taly JF, Notredame C. Accurate multiple
sequence alignment of transmembrane proteins with PSI-Coffee. BMC
Bioinformatics. 2012;13 Suppl 4:S1.
54. Pirovano W, Feenstra KA, Heringa J. PRALINETM: a strategy for improved
multiple alignment of transmembrane proteins. Bioinformatics. 2008;24:
492–7.
55. Sievers F, Wilm A, Dineen D, Gibson TJ, Karplus K, Li W, et al. Fast, scalable
generation of high-quality protein multiple sequence alignments using
Clustal Omega. Mol Syst Biol. 2011;7:539. doi:10.1038/msb.2011.75.
56. Edgar RC. MUSCLE: multiple sequence alignment with high accuracy and
high throughput. Nucleic Acids Res. 2004;32:1792–7.
57. Gouy M, Guindon S, Gascuel O. SeaView version 4: a multiplatform graphical
user interface for sequence alignment and phylogenetic tree building. Mol
Biol Evol. 2010;27:221–4.
58. Chang JM, Tommaso PD, Notredame C. TCS, A new multiple sequence
alignment reliability measure to estimate alignment accuracy and improve
phylogenetic tree reconstruction. Mol Biol Evol. 2014;31:1625–37.
59. Darriba D, Taboada GL, Doallo R, Posada D. ProtTest 3: fast selection of
best-fit models of protein evolution. Bioinformatics. 2011;27:1164–5.
60. Lartillot N, Lepage T, Blanquart S. PhyloBayes 3: a Bayesian software
package for phylogenetic reconstruction and molecular dating.
Bioinformatics. 2009;25:2286–8.
61. Stamatakis A. RAxML version 8: a tool for phylogenetic analysis and
post-analysis of large phylogenies. Bioinformatics. 2014;30:1312–3.
62. Nguyen LT, Schmidt HA, von Haeseler A, Minh BQ. IQ-TREE: A fast and
effective stochastic algorithm for estimating maximum-likelihood
phylogenies. Mol Biol Evol. 2015;32:268–74.
63. Guindon S, Dufayard JF, Lefort V, Anisimova M, Hordijk W, Gascuel O.
New algorithms and methods to estimate maximum-likelihood phylogenies:
assessing the performance of PhyML 3.0. Syst Biol. 2010;59:307–21.
64. Stamatakis A, Hoover P, Rougemont J. A rapid bootstrap algorithm for the
RAxML web servers. Syst Biol. 2008;57:758–71.
65. Minh BQ, Nguyen MA, von Haeseler A. Ultrafast approximation for
phylogenetic bootstrap. Mol Biol Evol. 2013;30:1188–95.
Matassi BMC Evolutionary Biology  (2017) 17:2 Page 13 of 14
66. Anisimova M, Gil M, Dufayard JF, Dessimoz C, Gascuel O. Survey of branch
support methods demonstrates accuracy, power, and robustness of fast
likelihood-based approximation schemes. Syst Biol. 2011;60:685–99.
67. Tamura K, Stecher G, Peterson D, Filipski A, Kumar S. MEGA6: molecular
evolutionary genetics analysis version 6.0. Mol Biol Evol. 2013;30:2725–9.
68. Shimodaira H, Hasegawa M. CONSEL: for assessing the confidence of
phylogenetic tree selection. Bioinformatics. 2001;17:1246–7.
69. Strimmer K, Rambaut A. Inferring confidence sets of possibly misspecified
gene trees. Proc Biol Sci. 2002;269:137–42.
70. Galtier N, Gouy M. 1998. Inferring pattern and process: maximum-likelihood
implementation of a nonhomogeneous model of DNA sequence evolution
for phylogenetic analysis. Mol Biol Evol. 1998;15:871–9.
71. Szöllosi GJ, Davín AA, Tannier E, Daubin V, Boussau B. Genome-scale
phylogenetic analysis finds extensive gene transfer among fungi. Philos Trans
R Soc Lond B Biol Sci. 2015;370(1678):20140335. doi:10.1098/rstb.2014.0335.
72. Szöllosi GJ, Rosikiewicz W, Boussau B, Tannier E, Daubin V. Efficient
exploration of the space of reconciled gene trees. Syst Biol. 2013;62:901–12.
73. Quast C, Pruesse E, Yilmaz P, Gerken J, Schweer T, Yarza P, Peplies J,
Glöckner FO. The SILVA ribosomal RNA gene database project: improved
data processing and web-based tools. Nucl Acids Res. 2013;41(D1):D590–6.
74. Pruesse E, Peplies J, Glöckner FO. SINA: accurate high-throughput multiple
sequence alignment of ribosomal RNA genes. Bioinformatics. 2012;28:1823–9.
75. Markowitz VM, Chen IM, Palaniappan K, Chu K, Szeto E, Grechkin Y, et al.
IMG: the Integrated Microbial Genomes database and comparative analysis
system. Nucleic Acids Res. 2012;40:D115–22.
76. Li W, Godzik A. Cd-hit: a fast program for clustering and comparing large
sets of protein or nucleotide sequences. Bioinformatics. 2006;22:1658–9.
77. Aberer AJ, Krompass D, Stamatakis A. Pruning rogue taxa improves
phylogenetic accuracy: an efficient algorithm and webservice. Syst Biol.
2013;62:162–6.
•  We accept pre-submission inquiries 
•  Our selector tool helps you to find the most relevant journal
•  We provide round the clock customer support 
•  Convenient online submission
•  Thorough peer review
•  Inclusion in PubMed and all major indexing services 
•  Maximum visibility for your research
Submit your manuscript at
www.biomedcentral.com/submit
Submit your next manuscript to BioMed Central 
and we will help you at every step:
Matassi BMC Evolutionary Biology  (2017) 17:2 Page 14 of 14
